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(54) METHOD OF DETECTING 2-METHYLISOBORNEOL 

(57)Abstract: 

PROBLEM TO BE SOLVED: To easily detect 2-MIB with high sensitivity in a 
short time by utilizing a camphanol having a structure similar to 2- 
methylisoborneol(2-MIB) which is a mold odor causing material. 



SOLUTION: A 2-MIB detecting sensor 1 having a gold electrode mounted on a 
quartz oscillator to innnnobilize a cannphanol. OVa connposite antibody, and the 
non-covered part of the gold electrode blocked by bovine serunn albunnin (BSA) is 
connected to an oscillating circuit 2, a frequency counter 3, and a personal 
connputer 4, and when 2-MIB is adhered to the cannphanol. OVa connposite 
antigen, the weight can be nneasured as the change of frequency. The sensor 1 
is set to a nneasuring cell having a capacity of 150mL, and air passed through 
activated charcoal 6 in order to a fixed nneasuring environnnent is sent in 120nnL 
/nninute by an air punnp. A vessel of about 500p I is prepared for dipping the 
quartz oscillator having the gold electrode, the cannphanol. OVa connposite 
solution having a concentration of 0.5nng/nnL is prepared, and the cannphanol. 
OVa connposite is innnnobilized on the gold electrode. 
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* NOTICES * 
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damages caused by the use of this translation. 

1. This document has been translated by computer. So the translation may not 
reflect the original precisely. 

2. **** shows the word which can not be translated. 
3.ln the drawings, any words are not translated. 

CLAIMS 
[Claim(s)] 

[Claim 1] The detection approach of 2-MIB using the antigen-antibody reaction of 
the camphor by which structure was similar to 2-methyl isoborneol (following 2- 
MIB and publication), the anti-2-MIB antibody produced using proteinic complex, 
and a 2-MIB of the measuring object, and camphor and a protein complex 
antigen. 

[Claim 2] 2-MIB of the strange concentration which carries out a dipping into the 
measured solution which prepared the transducer which fixed the camphor and 
the protein complex antigen with which structure was similar to 2-MIB so that an 
anti-2-MIB antibody might serve as fixed concentration, and is contained in a 
measured solution. By output change of the transducer by the anti-2-MIB 
antibody which the camphor and the protein complex antigen fixed on the 
transducer were made to react with an anti-2-MIB antibody competitively, and 
was combined with camphor and a protein complex antigen as a result The 
detection approach of 2-MIB which carries out the quantum of the 2-MIB 
concentration in a measured solution. 

[Claim 3] An anti-2-MIB antibody given in claims 1 and 2 is the detection 



approach of 2-MIB characterized by producing using the complex of camphor 
and cow serum albumin. 

[Claim 4] Camphor and a protein complex antigen given in claims 1 and 2 are the 
detection approach of 2-MIB characterized by protein being ovalbumin, 
[Claim 5] a transducer according to claim 2 -- a quartz resonator or surface 
acoustic element (SAW component) it is -- the detection approach of 2-MIB 
characterized by things. 
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DETAILED DESCRIPTION 

[Detailed Description of the Invention] 
[0001] 

[Field of the Invention] This invention relates to the approach an immunoreaction 

detects 2-MIB which is the mold odor matter contained underwater. 

[0002] 

[Description of the Prior Art] The complaint about the odor and taste of a 
waterworks and damage are in the inclination of an increment every year. Mold 
odor matter with which this odor and taste is generated by extensive generating 
of the algae by eutrophication of contamination of a source, a lake, etc., such as 
2-methyl isoborneol (2-metylisoborneol:2-MIB) and JIEOSUMIN, is the causes. 



For this reason, in order tliat tine requests to supply of safe and delicious water 
may mount among people and may aim at adequate supply of more high quality 
tap water in response to this request in recent years to tap water, the 
"comfortable Water-Quality-Standards item" which contains the mold odor matter 
as an item which complements a drinking water standard is set up. For this 
criteria achievement, development of the sensor in connection with a smell and 
an altitude water purification processing system is important. 
[0003] Now, in water quality management of water purification, human being is 
supervising by smelling a smell for every fixed time amount through the nose. 
Moreover, as an analysis means of a mold odor, purge trap gas chromatography- 
mass spectrometry and the solid phase extract GC/MS method are adopted as a 
regulating method. However, these analysis means have some troubles from a 
viewpoint of continuous monitoring of water quality, it is simple and quick and 
development of a measuring method and equipment without individual difference 
is demanded. 

[0004] On the other hand, in the quality control field of food stuff industry or 
chemicals, the "smell sensor" which has a threshold near human being's nose as 
a measuring instrument about a smell is developed, and it is marketed from 
several companies. There is a sensor using the lipid covering quartz resonator 
which detects the smell matter by the metal oxide semiconductor sensor 
detected by 1 resistance value change, KONDA cutin GUPORIMA - which 
detects by 2 conductivity change, and 3 weight change etc. in the typical 
measurement principle of goods. 

[0005] Moreover, in a researches-and-developments phase, although assay with 
the luminescence gene of the mold odor matter etc. is reported (1303 the 
collection of the 50th time annual academic lecture meeting lecture [ besides 
Yoshinobu Ishibashi ] outlines of Japan Society of Civil Engineers, p1302- 1995), 
the least concentration of 2-MIB in which a quantum is possible is 0.1 mg/L. 
[0006] 

[Problem(s) to be Solved by the Invention] Although the above-mentioned 



regulating method can perform highly precise measurement, in order that it may 
require skill for three actuation that 1 time of the measuring time is as long as 
about 5 hours being complicated, and analyzing correctly also including the 
concentration of two samples with 1 expensive equipment, there are troubles, 
like there is a difficult field in routine analysis. 

[0007] 2 [ moreover, ] which lacks in functionality with the feeling of the lack of 1 
sensibility, or human being about a commercial smell sensor - in order to 
distinguish a smell by the pattern comparison of several sorts of sensor 
responses to a certain smell, 3 quantum measurement which there is no 
selectivity over a specific smell and needs the analysis of the measurement data 
based on statistics processing is difficult. Therefore, in order to apply a 
commercial smell sensor to the odorant monitor of water purification, there are 
problems, like there is the need of solving problems, such as sensibility, 
selectivity, and quantum nature. 

[0008] This invention solves the above-mentioned trouble and aims at offering 
the measuring method which can detect 2-MIB to high sensitivity for a short time 
easily. 
[0009] 

[Means for Solving the Problem] In order to attain this purpose, in this invention, 
the camphor (Camphor) which has structure similar to 2-MIB which is a mold 
odor causative agent is used, and an antigen-antibody reaction attains singularity 
(high selectivity) and high sensitivity. 
[0010] 
[Formula 1] 

GH3 CH3 
\^ CH3 



[0011] 
[Formula 2] 
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[0012] The camphor which specifically has structure similar to 2-MIB which is the 
above-mentioned mold odor causative agent, and the transducer which fixed the 
proteinic complex antigen The dipping of the anti-2-MIB antibody to combine is 
carried out into the solution measured [ fixed concentration **** ]. 2-MIB -- being 
specific (alternative) -- 2-MIB of the strange concentration which exists in a 
solution, and this camphor and protein complex antigen are made to react 
competitively. As difference from the amount of joint antibodies when the amount 
of anti-2-MIB antibodies combined with the camphor and the protein complex 
antigen fixed on the transducer as a result is calculated by output change of a 
transducer and 2-MIB exists It is characterized by carrying out the quantum of 
the 2-MIB concentration in a measured solution. 
[0013] Moreover, in producing an anti-2-MIB antibody, this invention is 
characterized by using the complex (following camphor and BSA complex, and 
publication) of camphor and cow serum albumin (Bovine Serum Albumin: 
Following BSA and publication) as an antigen, therefore, 2 camphor to which 
production of an antibody becomes easy by using the camphor of instead of 
water solubility for 2-MIB which it is refractory in 1 water and is hard to treat in it 
is low-molecular, and if independent, in order not to show antigenic, the 
advantage which acquires as it becomes possible to give antigenic, and is said 
by making it combine with BSA arises. 



[0014] Moreover, when camphor and ovalbumin (Ovalbumin: Following Ova and 
publication) carry out the complex (following camphor and Ova complex, and 
publication) of the complex used for the competitive reaction of 2-MIB, in the 
case of a reaction with camphor and Ova complex, the anti-2-MIB antibody which 
produced camphor and BSA complex as an antigen can recognize only camphor, 
and can join together. 

[0015] Moreover, this invention uses a quartz resonator or a surface acoustic 
element (SAW component) for a transducer, detects the amount of association of 
an anti-2-MIB antibody as weight change from frequency-ization before and 
behind a reaction, and can carry out the quantum of the 2-MIB by the above- 
mentioned approach. 
[0016] 

[Embodiment of the Invention] 

below the [example 1] and this invention ~ a transducer ~ a quartz resonator (an 
AT cut --) Production of the camphor and the Ova complex fixed in transducer 
about the case of 10MHz, ** Production of the anti-2-MIB antibody put in into a 
measured solution, the singularity trial of a ** anti-2-MIB antibody, and a result, ** 
Explain in order of production of the detection equipment of quartz-resonator use 
2-MIB, and the sensor for 2-MIB detection, the method of detecting 2-MIB using 
** competitive reaction, and creation ** of the calibration curve by 2-MIB of** 
known concentration. 

[0017] ** . ~ production [ of the camphor and the Ova complex fixed in a 
transducer ]: ~ the ethanol of 14mL(s) and the sodium hydroxide of 2 
conventions of 16.5mL(s) were added to camphor 1g and 2.84g of 
orthochromatic carboxy methoxyl amine hemi (O-Carboxymethoxylamine hemi) 
hydrochlorides, and it flowed back for 6 hours, and was left at 25 degrees 0 
overnight. The pure water of 200mL(s) is added to this, and it is 2 mol/m3. It 
prepared to pH9.5 using the sodium hydroxide, and this was prepared to pH3 
with the hydrochloric acid of 1 convention of a water layer after the 3 times 
extract with the ethyl acetate of 30mL(s). The camphor carboxymethyl oxime 



(Camphor-carboxy methyloxime, Following CMO and a publication) was obtained 
because put this at 0 degree C overnight, and collect the produced precipitate 
according to centrifugal separation (it is 5 nninutes at 3000 revolutions per 
minute) and it carries out reduced pressure drying under existence of a calciunn 
sulfate after washing with the pure water of SOOmL. 
[0018] Next, the tetrahydrofuran (tetrahydrofuran) of 1nnL was added to the 
triethylamine (Triethylamine) of 18.9mg CMO and 12nnicroL, and after cooling 
and the isobutyl chloro FORU mate (Isobutyl chloroformate) of 12microL were 
added at -5 degrees C, and it shook for 30 minutes at -5 degrees C. It was 
dropped into Ova solution 5mL of 20 mg/mL which cooled this reaction mixture, 
and shook at 4 degrees C overnight This was dialyzed with pure water and 
camphor and Ova complex were obtained. Preservation performed 
cryopreservation at -20 degrees 0. 

[0019] ** . -- production [ of the anti-2-MIB antibody put in into a measured 
solution ]: -- 2-MIB as an antigen was refractory in water, and since handling was 
difficult, it used for production of an antibody the camphor which has structure 
similar to 2-MIB. However, since camphor does not have antigenic with low 
molecular weight, it needs to combine macromolecules, such as protein, and to 
consider as an antigen. Antigenic weak BSA is comparatively more suitable than 
Ova which has antigenic [ strong ] as this protein. Then, camphor and a BSA 
complex antigen were produced by the same approach as the camphor and the 
Ova complex stated to **. 

[0020] Next, this antigen was diluted with PBS (Phosphate Buffered Saline) for 
production of an anti-2-MIB antibody, and the emulsion for immunity was 
produced using 300microL of 300micro of this diluent L, and the Freud perfect 
AJU band (Freund Complete Ajuvant) by "Nakarai Tesuku, Inc." Intraperitoneal 
injection was performed to the "Narikazu laboratory animal" BALB/C mouse of 5 
weeks-old male, and immunity of this was carried out to it. A lymphocyte is taken 
out from the spleen of the mouse which carried out immunity, and it suspends in 
E-RDF of lOmL after centrifugal separation (200-400xg, 5 minutes), and is about 



1x108. The lymphocyte of an individual was obtained. This suspension and 
2x107 Cell fusion was performed promptly after preparing the myeloma 
suspension of an individual. This cell suspension is cultivated by a HAT medium 
etc. by the well of 96 hole microplate. the well which the hybridoma increased - 
enzyme-labeling immunoadsorption (it Assay(s) Enzyme-Linked Immunosorbent 
[ ] ~) After performing screening by the ELISA method and publication below, the 
serum free medium containing an antibody After centrifugal separation and 
filtration, The fractions containing an antibody were collected, with the tris (Tris)- 
hydrochloric-acid buffer solution (pH7.4) of lOmM(s), it freeze-dried, the anti-2- 
MIB antibody was obtained after dialysis, and cryopreservation was performed at 
-20 degrees C. 

[0021] ** . -- the singularity trial of an anti-2-MIB antibody, and result: ~ the 
specific monoclonal antibody was chosen as 2-MIB by measuring the reactivity 
by the contention ELISA method using serum-free culture supernatant liquid by 
using 2-MIB and analogue other than this as an isolation antigen about the 
obtained anti-2-MIB antibody. Since the anti-2-MIB antibody produced camphor 
and BSA complex as an antigen, it shows singularity to both camphor and BSA. 
For this reason, camphor and Ova complex were used for the fixed antigen in the 
exam, using this complex ~ camphor or 2-MIB ~ screening of a specific antibody 
is attained. First, as a fixed antigen, the coat of camphor and the Ova complex 
was carried out to the EIA plate used by the enzyme immunoassay (Enzyme 
Immunoassay) of 96 holes, and it was blocked. The dilution train (1000- 
O.OImicrog/mL) was made from 10% ethanol-twin (ethanol-Tween) 20-PBS for 
seven sorts of compounds (Camphor) similar to 2-MIB which shows a chemical 
formula below to coincidence, i.e., camphor, a camphor quinone 
(Camphorquinone), a NORUKAN fur (Norcamphor), a borneol (Borneol), 
isoborneol (Isoborneol), norbornane (Norbornane), and norborneol (Norborneol) 
10 times. Equivalent mixing of the serum free medium containing these and each 
antibody was carried out, and it incubated for 30 minutes. It has checked that had 
almost no reactivity to norborneol, a NORUKAN fur, and norbornane, therefore 



the anti-2-MIB antibody by this invention had very high singularity to 2-MIB when 
a singularity trial is perfornned for this reaction nnixture as an antibody sample. 
[0022] 
[Formula 3] 

camphor 



[0023] 
[Formula 4] 



camphorquinone 




[0024] 
[Formula 5] 



norcamhar 




[0025] 

[Formula 6] 



faomeol 




[0026] 
[Formula 7] 



isobomeol 





[0027] 
[Formula 8] 

norbomane 



[0028] 
[Formula 9] 

aorbomeol 



[0029] production [ of the detection equipment of quartz-resonator use 2-MIB, 
and the sensor for 2-MIB detection ]: -- detection equipment [ of 1 quartz- 
resonator use 2-MIB ]: -- drawing 1 is the block diagram of the detection 
equipment of 2-MIB using frequency measurement of a quartz resonator. The 
sensor 1 for 2-MIB detection which attached the golden electrode to the quartz 
resonator, fixed camphor and an Ova complex antigen, and was blocked by BSA 
into the non-covered part of a golden electrode can measure weight as change of 
a frequency, if it connects with an oscillator circuit 2, a frequency counter 3, and 
a personal computer 4 and 2-MIB adheres to camphor and an Ova complex 
antigen. In order to set the 2-MIB detection sensor 1 into the measurement eel 5 
of capacity 150mL and to maintain a fixed measurement environment, the air 
through activated carbon 6 is sent at a rate for 120mL(s)/by the air pump. 
[0030] The sensor 1 for 2-MIB detection is produced by the approach of 23 
described below. 

2) Immobilization of the camphor and the Ova complex to the electrode top of a 
quartz resonator : drawing 2 is the flow Fig. showing the sensor for 2-MIB 
detection, and its production approach. Each drawing shows each matter 
typically. First, as an object for the dippings of a quartz resonator 1 1 which 
attached the golden electrode 12, the upper part of the micro tube for 2mL was 
cut, and the container of about SOOmicroL capacity was prepared. The camphor 





and the Ova complex solution of concentration 0.5 mg/nnL were prepared there, 
the dipping of the quartz resonator 1 1 which attached the golden electrode 12 at 
the temperature of 25 degrees C for 17 hours was carried out, and camphor and 
the Ova complex 13 were fixed on the golden electrode 12 like drawing 2 (b). 
Furthermore, pure water performed washing for 35 minutes for non-fixed matter 
removal, the frequency was measured with the detection equipment of 2-MIB of 
drawing 1 after 1-hour desiccation, and fixed camphor and Ova complex weight 
were computed from the frequency change from initial value. 
[0031] 2) Blocking by BSA of camphor and Ova complex : the dipping of the 
quartz resonator 14 with a golden electrode which fixed camphor and Ova 
complex was carried out at the temperature of 25 degrees C, and 55% of 
humidity for 17 hours, and blocking processing was performed for the non- 
covered part 15 of the electrode of a quartz resonator in the BSA solution of 
concentration 0.5 mg/mL by BSA16 like drawing 2 (c). Furthermore, the 
frequency was measured with pure water with the detection equipment of 2-MIB 
of after 55-minute washing and 1-hour desiccation and drawing 1 , and fixed BSA 
weight was found by frequency change from initial value. 
[0032] Through the above-mentioned process, on the golden electrode 12 of a 
quartz resonator 11, camphor and the Ova complex 13 were fixed and the sensor 
1 for 2-MIB detection was produced. Next, how to detect 2-MIB using this sensor 
is explained. 

** . ~ method [ of detecting 2-MIB using a competitive reaction ]: ~ drawing 3 
shows the conceptual diagram of the method of detecting 2-MIB using a 
competitive reaction. 

[0033] First, known concentration CM The mixed solution of the anti-2-MIB 
antibody 18 of 2-MIB17 and the known weight WA (= known concentration OA x 
volume V) was made to react. The dipping of the above-mentioned sensor 1 for 
2-MIB detection was carried out to this reaction solution, it put at the temperature 
of 30 degrees 0, and the competitive reaction was performed. Next, pure water 
washed and the frequency was measured with the detection equipment of 2-MIB 



of drawing 1 after 1-hour desiccation, Weiglit WB of the anti-2-MIB antibody 19 
which the variation of a frequency understood from this measurement and early 
measurement, and was combined with the camphor and the Ova complex 13 on 
the sensor 1 for 2-MIB detection It asks, this result to known concentration CM 
Weight WC of 2-MIB17 and the anti-2-MIB antibody which reacted WC =WA-WB 
****** - it asks, 

[0034] ** , - creation [ of the calibration curve by 2-MIB of known concentration ]: 
~ the competitive reaction produced from the frequency measurement result of a 
quartz resonator to drawing 4 known concentration CM Weight WC of the anti- 
2-MIB antibody combined with 2-MIB Relation was shown, Anti-2-MIB antibody 
concentration CA in a solution It is 0,04 mg/mL regularity. It is the known 2-MIB 
concentration CM so that clearly from drawing 4 , The amount WC of anti-2-MIB 
antibodies combined with 2-MIB by changing with 0,005 - 5 mg/L It turns out that 
it changes proportionally, a basis [ calibration curve / this to / this ] ~ the amount 
WC of joint antibodies in an anti-2-MIB antibody from -- it turned out that it is 
possible to carry out the quantum of the strange 2-MIB concentration, 
[0035] [Example 2] The case where a transducer is a surface acoustic element 
(SAW component) is explained below with reference to drawing 5 and 6 about 
the gestalt of operation of the 2-MIB detecting method of this invention. Drawing 
5 is the circuit diagram having shown the system of measurement of 2-MIB using 
a SAW component. As shown in this drawing, a SAW component consists of the 
piezo-electric substrate 21, the metal thin film 22, a propagation side 23 of 
surface acoustic waves, amplifier 24, and a mixer 25, Using the same approach 
as an example 1, camphor and Ova complex were fixed on the propagation side 
23 of a SAW component (for example, 160MHz), and the competitive reaction 
was performed on an example 1 and these conditions, 
[0036] Relation with the amount of anti-2-MIB antibodies combined with the 
known 2-MIB concentration and 2-MIB by frequency measurement of the SAW 
component obtained as a result is shown in drawing 6 , By the same result as 
drawing 4 using a quartz resonator, this drawing was understood that it is 



possible to carry out the quantum of the strange 2-MIB concentration fronn the 
amount of joint antibodies based on this calibration curve. Furthermore, it can 
guess easily that a quantum can be carried out about odorant other than 2-MIB, 
for example, JIEOSUMIN, using the same approach, 

[0037] In addition, it does not pass over numerical conditions, such as an amount 
of the material of construction used in the above two examples, the processing 
time, and processing temperature, to an example, therefore this invention is not 
limited to these conditions. 
[0038] 

[Effect of the Invention] According to this invention, 2-MIB of the strange 
concentration which carries out the dipping of the transducer which fixed 
camphor and protein complex to the solution measured [ fixed concentration 
**** ], and is contained [ transducer ] in a measured solution in an anti-2-MIB 
antibody, and the camphor and the protein complex on a transducer are made to 
react with an anti-2-MIB antibody competitively, and the amount of antibodies 
combined with the complex on a transducer is calculated by output change of a 
transducer. By producing the calibration curve by known 2-MIB concentration 
and the known amount of joint antibodies, the quantum of the amount of 
strangeness 2-MIB in a measured solution can be carried out. Since this reaction 
uses the antigen-antibody reaction, as compared with the conventional quantum 
approach, 2-MIB of 1 low concentration does not have the need for concentration, 
either, and can detect it to high sensitivity. Moreover, 2-MIB can be detected 
alternatively and analysis actuation of two or more data based on statistics 
processing is not needed with the singularity of two antibodies. 3 [ moreover, ] ~ 
it has the advantage of which can carry out a quantum by easy actuation. 

[Translation done.] 
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DESCRIPTION OF DRAWINGS 
[Brief Description of the Drawings] 

[Drawing 1] The block diagrann of the detection equipnnent of 2-MIB using 
frequency nneasurennent of a quartz resonator 

[Drawing 2] The flow Fig. showing the sensor for 2-MIB detection, and its 

production approach 

[Drawing 3] The conceptual diagrann of the nnethod of detecting 2-MIB using a 
competitive reaction 

[Drawing 4] A related Fig. with the amount of anti-2-MIB antibodies combined 
with the known 2-MIB concentration and 2-MIB by frequency measurement of a 
quartz resonator 

[Drawing 5] The circuit diagram having shown the system of measurement of 2- 
MIB using a SAW component 

[Drawing 6] A related Fig. with the amount of anti-2-MIB antibodies combined 
with the known 2-MIB concentration and 2-MIB by frequency measurement of a 
SAW component 
[Description of Notations] 

1: The sensor for dimethyl isoborneol (2-MIB) detection 
2: Oscillator circuit 
3: Frequency counter 
4: Personal computer 
5: Measurement eel 



6: Activated carbon 

7: Air pump 

1 1 : Quartz resonator 

12: Golden electrode 

13: Cannphor ovalbumin (Ova) complex 

14: Complex fixed quartz resonator 

15: The non-covered part of a golden electrode 

16: Cow serum albumin (BSA) 

17:2-MIB 

18: Anti-2-MIB antibody 

19: A joint antibody with camphor and Ova complex 

21: A piezo-electric substrate 

22: Metal thin film 

23: Propagation side 

24: Amplifier 

25: Mixer 
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[Drawing 5] 
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e«1t-^f*:fcM-^L3tSi2-MI Bin; 




lis; 

EH 
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[ li^iM 1 ] 2 - ^ y 4^Vk^^:t-;i^ ( 2 - m 
I B ^: ie» ) tc«jtoafK Li^^;^ y 7 r - ga«<0 



2-M iBt^^yyr- ■ m&Mm^i^tmb<D. tm 

r- ■ m^'mM^immt^ . m.^m^z^2-ui bsi 

tt^-^LfztJL2-Ml BUmz^^hyyXy''jL--^CO 

iiit)mti,zxK). mm^mm.fpc)2 -m i Bm&i:^ 
■f-i.2-M I BcommifA. 

[ff^ii3] if^]iifcj;y^"2tia»tofii2-M I bu 
mt. Ayyr~b'^m.mr/i'y^^ycr>m-^i^^m^'>x 
im't^^ti:mmt^h2-MiBc7)^tii:fjm. 



t ^wmti-^ 2 -M I B<7)miiiJ]m. 

[0001] 

mi^zm-t^ « 

[0002] 

-P<^;M y.i^Vk:^^^— ;P (2-metyl isobo 
rneol:2-MIB) ^i^:,^:^X 5 ytuKCyf} 

[ 0 0 0 3 ] ^f*0*««Ii-C1i. ArHl*i*T— 

M S ^ttTVi^, LyO-LCiX^ , 

0 . mm-^^mM.xmj^<f:>t£\'mm5'&^^m.nwm. 



tmM.^ia.x\-^h ^ 

[ 0 0 0 4 ] 'h^'iM'^\Yj^m^<7'>^mmmim 

X\t. tiol^tcov^-CCDiliJSfli: LT. AP^^OAtjfiV-* 

1 ) mm<r>mtxm'^'th-^mm.\m^MW^y 
-9", 2 ) \im^^\Y.xm)&t h 3 y ^'i? 7" yy^- 'J V 



3) 



[000 5] s mm.wm'kmx\±. f]^mwA<n^ 



130 2—1303. 1 9 9 5 ) . ^«rg|^2-M I 
[0006] 

[0007] ttz. TUIgcOtfcvi-fey-tMcoV^TJi. 

1 ) mmr^^'^Amcommtc^mmmzxii-^. 2) 35 

>oi,zii\,-^cr,mm^nd fz»). 'm'^cr>i,zii\^zf^-thWsK 
m^^j: < . mYmmi^z x ^ mm-r - ^ (mm ^'jmh-t 

^y^^^^ymmmmmmM^mm-t^tzi^i^zf,^. m 

[0008] iio^Bj^ji. ±isoPomiir^»-^t. mm 
mtiz^^iz^ Lxmrnmiz 2 - m i b ir^ta-t^ ^ t tfi 

[0009] 



mXhi>2-M I Bi:|® 
[0010] 

[itl ] 
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[00 11] 




0 



[0012] Mi^mu±. ±9icr)^t:mmmmmTh^ 

V^'l)*^liJS02 -M I BtzcD:^yyr— ■ S 



~^±t>zmmtLfz:(;yyT- ■ s&mm-^mmt,z^ 

-fbti; 0*46. 2 -M I B^^m^L fz^-^com-^mi^*. 

[0 0 13] t/t. *^BJ{i:^ K2-M I BK#:SrfPK 

•T'l.tS!)?'^ 0. pi':^7r-i:4=-Jfll?fT;k7"5> (Bov 
ine Serum A 1 b u m i n : I^^HTB S A fclE 

m) c^m.-^w (liir^yyr- ■ BSAm-^i^tmrn) 

X■W^^^z<\,^2-M.l BliZithK)yiQ^^cr)^yyr~^ 
m\>^^ ^ tX-ma^cDiWltim^lzKc ^ . 2 ) :^ yy r- 

iti&^f-xh Ki^mvitmm^iTik^^^-^fzi^. bsa 
[0014] Sit. 2-Mi Bcom-^^miizm^-^^M-^ 

Wi:^yy r — tB'^T)Vy' S^y (Ova 1 b urn i 
n : IJJlTOvafciStK) (]JtT;^?>':7T- ■ O 

sAm-^w^mt Lx^mL-fzm2-Mi BimtK 

fjyyr-- o v a1t-^i^^i:<7)^jtEo|g. ijyyr~n 



[ 0 0 1 5 ] i/::, -^WfiM. h ^yx-f A— tft^TRH 

KJEl|frf*Oj5IiSIHt/0-^>K2-M I BK#:0$g-^*Sra 
M^^ti; LTI^aiL-. ±aiiO:&&t' 2 - M I B^S*t' 

[00 16] 

(AT;^?-/ 1 OMHz ) tO±f ^iCOl,'>T , ® 

h^yxf-'i— 9-t:ia^-f(:-f-^;&y:7r- ■ Ova^-^ 
V^(ry\'m. ©mBJJ^?§M4't:7vtLSfiL2-M I BJii#:c7) 

<^m,2-m\Bmmymm'mm.hm%. ©tRb^b 

f ijffl 2 - M I B Ol^ttl^a J: 2 - M I B l^ffiffl-fe 

y->ri^fm. l^'c 2 - m i Bto^m 

[0 0 17]®. b9>'X-f A— ^j-t^EIS^b-f-^j^y:? 

r- ■ O V a^t^#:0#^ : :^yyT—l S h:^)VV^ 
JVif-^l^yt.Y^=y}VT^y ■ (O-Carboxy 
methoxylamine hemi) JSKt^ 2 . 8 
4gtl4mLC0X^'y-;ki: 1 6. 5mLC02S^O 
*igf[:-^ b U '^-A Sr JP;t . 6 BtPaljl^I t , 2 5 °C-C— 
JfeSLito ^:^^t2 0 0mL(7)M7KS:iB;t. 2mol/' 
m3 cn>i^m.\YrtY^)'^2^^^^^Xv>\\9 . Bt^liKt. 
CixSr 3 0m L<50PKj:^;PT3 tUttaif^. ?l<iiSr 1 S 
^c7)iS^-C- P H 3 (Cigffi t o .1 ^ 0 °C T — BM? S 
t. ^t/iit^^^^Q^^St ( 3 0 0 OEIte/^T-5^) 
t j; oTSii6. 5 0 0 m v^emyY-Xmrnk. 
-^JUcTi^-YXr^^mth :LhXf}yyr -f})Vit^^ 

^/iT^^i^M, (Camphoi — carboxy 
methy 1 oxime. IMTC MO hifils ) Srf#/Co 
[0 0 1 8] Jj;:tl 8. 9mgC0CMOi; 1 2//Lt0h 
'jX^;l^r S^' (Tr i e t hy 1 am i n e ) t;i m 
L^Ot" h^bKny^y (tetrahydrofur 
a n ) iMx.X - S'-CT-J^SIf^. 12u LO-< 77'^;^ 
:?nn:7 5r;l^^ — b (Isobutyl chloro 
f o rma t e ) ^MtX-5'CX3 O-^mmt O L 
fz, .Ic7)MJ£S$^J^SIL>t2 0mg/'mLOOva?W?S 

T-jSWt. ^>':7r- • Ova^S^-^t:^^#fc. 

- 2 0°C-C <Sfe«#Sr^f -^Jto 

[0019]©. mMmmm.'pi,zxti^tK2 -m i bk 

:filMi:tT02-MI B {i7j<tCil?tT-JX D M 
tn;*iO'f«tC{i2-M I BI,ZWM 

commi^'t^;^yyr~i:mmLrz. fzfzL. ijyy 

r~\iW7i^mxmm.'khfzt£\^fzi^. Se«^i:0 

m'^'^^m^'&'^xnu^^-th^ihifi'jmxhh . 

Si;iE'l±<?)g§v^BSA*i'MSt-fe§. -e-rt-, ^\>zw<.fz 
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[0020] fil2 -M I BK#:cOf^Kt{i:*:SiH 

^PBS (Phosphate Buffered S 
a 1 i ne ) T#IRL. cIc7)#SR?^S3 0 0 L i: ^ ^i:} 
'7Ar-7.9 (ffi) J < ^^:^r>^^^^^> F (F 

reund Complete Ajuvant)c?)3 

tii5M^:^x(r) ^fmlmmm^^^ balb/cv^x 
huy^mmKiiiiL. m^-^mik (200— 4 o ox 

5^>) 1 OmLOE-RDFtC.^iSLT. X 1 
0^ jicO'J>'^Ut^t#?t. 2X 1 0^ fflO 



^^n/I^tOt^'CJiPMlia^S©*^ (Enzyme- 
Linked I mm unoSorbent Assa 

I SA&iilBK) i SX^^ 'J - " y 

tn.i^^'^t^m^il^iRLX 1 OmMi73b (Tr i 
s ) ( P H 7 . 4 ) TilWm. «*S^iSL 

T612-MI B5i#:^ttT. -2 0^CTmS«#^tf-^ 

[00 2 1 ]®. fii2 -M I Bmi^c^mmmmt^s 

S : n^tirztji2 -M I Bfii^fcOViTiEjflL^f 

im^ K 2 - M I B ,i: ^ tia9\^com0:i\:.^m ^ mmtn^iK 

j: ^9 . 2 - M I B tc#Me^^^ y ^ n - ^;l.fiLf*<7)ilJi^ 

Sr^Tofc. K2-MI Bmmi^^yyr- ■ bsais-^ 

^#:S:fflU'&cli:T\ ;^f>':7 r-i?t{i2 -M I B#a 

fitSi: LXAyyr- ■ O v aS-^ftiSr 9 6?X^0P«^& 
SSMffi (Enzyme I mm unoassay) "C" 

fz. mmz.^ it'^^'taT^Z7jk^2-MiBtmuc^)7 

Mcoit^^^. m-h. :^yyT— (Camp ho r ) . X? 
yyT — >^ ( C a mp h o r q u i n o n e ) ^ y 
yyr^ (Norcamphor) , AiiVl^:t-:t ^^1^ 
(BorneoH.'^y ^s}V^^:^^}V ( I s o b o r 
n e o 1 ) . y/l-TiiJi^i-y (Norbornane) . 
y /PrK/l^^-:^— (Norborneo 1 ) ^10 %J: 
:^y—JU-y-{ y (ethane 1 -Twe e n ) 2 0 
-PB ST'l OfS#S??0 ( 1 0 0 0 — 0 . OlMsXm 

mm^mi^^yrj^t Lx^mmm^n-^rzt^^. 



yji':r^ju^-:t—)i'. yjviiyyr—^ y}Vit^)V^y\{zM 

-M I Bfit^fi. 2-M I Bt*ru^^tsv^»att^ 

m-J^hffmtr^^^fz. 
[0022] 
[<L3] 



camphor 




[0023] 



camp ho rqu ino ne 




[0024] 

[fl:5] 



norcamhor 




[0025] 

[-fCe] 



bomeol 




OH 



[0026] 



isobomeol 




OH 



[0027] 
[Ib8] 



norbornane 




[0028] 
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aorbomeol 




[0029] ® Tkusiij^ f ijffl 2 - M I B comiamM. 
b2-Mi Bma^m-^ y^c^im ■. 

1 ) yi<.i'amm^mm 2 - m i BcrMmmm ■. m 1 ha-^^b 

li. mmmm2. mmm.:ft'^y93. j^v^yAtmm 

Six, ijy-yr- ■ O v a 2 - m i Btm 

M I B i^m-fe 1 ii:^* 15 0 m LcoaiJS-b;k 5 <7)tti 
^e^fflLfcffi^SrJcr^^yTt^J; 0 1 2 0 m L/rJi-O 
[0 0 3 0] 2-MI B;^ajffl-feyiM{ii5i:tc^<S 

2) 3) (n-^smx^m.^Kh . 

*B^BliKi-? 1 1 coi^^ mtLX. 2mLfflv-<i?af- 

A-:?Vj±g|5SrtT}ifLT*tl5 0 0 L^it7)^^^J|lfii 
tJ^C, -^-i-^JKO. 5mg/'mL(7);<?y7r- ■ O V 
a^S-^^^gffiSrPSL, ^^2 5'CT-l 7B#^. 
1 2 S:-:3tt^v:7jc^iitj)^ 1 1 traits t . 02 ( b ) o 

j; a 1 2 ±i:^ v:? r - ■ o V aS-^i* i 3 S: 

3 5 ^>^7t^f Srfrv . 1 mmmms:. iai<?)2-MiBo 

[0031]2)^>':7r--Ov aS^I*i^B S At 

?ajg2 5°c, 5%T-i vmm. ty-7r- ■ 

o V 3.m.-^^^mmL\^fz^mm%:^^m=t 1 4 

152rBSA16 X^Xi -y ^ y'^m^^'Al-itz o 
$^>tC. M*-C5 5^a#, ll^^lgi^f^, mi(02- 

[0032] ±i£(50XS^gT . 1 1 <50^m 

i^l 2c7)±t:;?5r>':7r- ■ O vaa-&#:l 3^llS-ftiL 
T 2-M I B^gtaiffl-bV-^f 1 ^ ff^StJ^C. i^tC, ^-^zy 



®. m-^K&immLfz2-M 1 Btoita^ -.msit^ 

-^RjE^fijffltJt2-M I Bco«im^o«f±ia^s^-ro 

[0033] t-T. IBtM«SC„ C02 -M I B 1 7 i:lgt 

siMiWft ( =m^mMC(, xi^my ) «k 2 - m i b 

o 2 - M I B mmm-t y^ 1 ^m^% l . isjs 3 0 ^ct- 
if ■ LT^-^^j[B&i?f -5 fz . mzm^iixm^ l 1 
mk. HI «2 - M I Bcrmmmm^zx *)mmtmm^ 

^d^D, 2-MI Bi|^tilffl-by-+M±tO;^?>7r- ■ Ov 
ait-^i*:l 3 i:^-^L/::ffi2-M I Bfitfrl 9<?)fi»W 

B 1 7 tK}^Lfziji2 -M 1 Bmi^commyvc {iWc = 

[0 0 34]©. mam&(?:>2-M I BlCiS^l^ltO 

-^L/ii)i2-MI Bfii#:c^M»Wc fcOM^^S-^Lfc, 
itiI*604n;2-M I BKfrSJKCfl {iO. 04mg/m 

L— ^T*!.,, ia4:6^^>BB^>:^-^r:Kt. BM2-MIB 
iijKCM SrO. 0 0 5 — 5ms/Li:^i.§> -tti-o 

T. 2-M I Bi;i^-^L:tiji2-M I Bj)t#:4Wc >{)iit 

mmmi 4, i: 2 - m i b fiLf*:*co*§^*n;*awc 

A,*$n^O 2 -MI BiiSS:S»-r-2. .1 i:;i)^'^tgT*.g> i 
tti^'^ib^'ofz. 

[0 03 5] mmm2i mz;icomm2-MiBm 

liiW:<7)mmcom'Ml<z-:)\^Xh^y::^'fA—^ti^m^mm 

(SAW«^) T-*|,4i-^tOV>TEl5, 62r# 

flStTifeBJ3-r'&. H5(±SAW«^S:fiJfflL/::2-Ml 

Bc7)}Ii|Jg^Sr^tfclIISSHT-*-g. , isoHt:r^-f-J; d 
SAwm^i±SMmU2 1 , ^«^^2 2 . ^BWttiS 

CDfEffiB2 3. iMtI:^2 4, ?Ft^^2 5*^^,«Jj£§a 
«f 1 6 0 M H z ) toeiJa2 3±t^!? > 7 r - ■ Ova 

[0036] ^comM^^i^fifz s Aws^oj^i^agcaK 

t j;SfS[fl]2-M I B?ftgh2-MI B t|g-^L:^^ljL2 
-MI BfiT;#;itcoMI^S:El6tc^-^. .1 coHJi^K^ffi 

immLfzm4b mmco'^s^ x- . ^ crimmm. ^hb 

l,zm-^ijCi^M^^'^^^(02-M I B^i^Sr^4-r 1. ^ i: 
^'^#gT*-g..= § ^>t:, 2 -M I Bm\- 

^fflv-^TSi-c^ ?> z bi±m^i>zmmx'^ ^ . 

[ 0 0 3 7 ] ^ci3, iil±c?)2-:3«SljSi&^JtfflV^^cffifflW 
[0038] 
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Untivyr- ■ Sa««-^#:i:^M-^WiciiL2-Ml 

?SJKc7) 2 -M I BT-tffiffic7)^£:'^>f)^'^< «iS«t:^aiT- 
SS. S7t. 2 ) Si;#:(7)WI4ti; 0 . 2-MIB^jl 

tfz. 3 ) ^a=&S^'^■C•■S»■r^■li:3!)it' 
mi} yi<i^mi^(^mMm&^mmLfz2-M i b 

[112 ] 2-M I B^tBM-lryH?-*3j;V^Of«:^j£Sr 
[113 ] ^-^KJE^fOTL;^ 2 - M I Bcoma^&coWbt 



[H4 ] 7j<^iji^£0Ji}S^ii:iiJStcJ;^m]2 - m i b 

m&t2-Mi Bbm-^LfztA2-Mi Bmi^Mt(7)m 
mm 

[ El 5 ] S AWm^^rmm t 2 - M I B axM^ ^ 



Lit IE 

[ El 6 ] s A Wfg^ (7) MiSiScMS j; I. I5t*n 2 

m^t 2-M I Btm-^Lfzm2-Ml BK* 



M I B 

1 : iyj<^J]/-^ y ( 2 - M I B ) i^mffl-fe 

2 : ^mmii 
3 : 

4 : /N°y 

5 : Sa^-fe;!^ 



6 : vStt^ 

7 : XT— ^Ky?" 



1 1 

1 2 
1 3 
1 4 
1 5 
1 6 
1 7 
1 8 

1 9 

2 1 
2 2 
2 3 
24 
2 5 



;j!ir>^y^r - ■ :t*'T;l^y5y (Ova ) IS^f*; 

4^JflL»T;l^y 5 y (BSA) 
2-M I B 
fiL2-MI Bia* 



[HI ] 



[EI3] 



SI 



6 ^teafe 



UOmL/nin 



3 

2 ^^^ S X 4 ''^*Vp> 




1 2-MlBiitM'tr>1^' 



1 z-uiBmsm^^-^ 



1 2 



1 1 7l 




13 ;f7V:7T- - OvaiiE^ 
1 6 BSA 

) 17 2-MlB 



19 ;?7>'77-- Ovalt^g 
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[1112] [EI4] 




901 



W^j[[iiffi^IWTfT:RJK2TS 2 
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(72) ^Bj* ±F mv-m 



